9. Centrifuge the suspension at 1500 rpm (100 g) for 10 min. 10. Discard the supernatant and resuspend the pellet with 150 µL of mixed EBSS#2. 11. Mechanically dissociate the digested tissue using a plastic disposable tip attached to a P200 micropipettor, which has been set to 0.18 mL (180 µL), by pipetting up and down gently 20 -30 times until a smooth and "creamy" suspension is obtained.
* HINT: The suspension should be able to pass through the plastic tip bore without getting lodged in the tip. Amount of pipetting required is proportional to the age of mouse and pipetting must be performed until a creamy suspension is obtained.
12. Add 0.1 mL (100 µL) of mixed EBSS#2 solution to bring the volume to approximately 300 µL. 13. Pipette the suspension approximately 15 more times with a disposable plastic tip attached to a P1000 micropipettor (set to 280 µL) to achieve a homogenous cell suspension without any remaining chunks of tissue. 14. Add 5 mL Medium without serum to the tube and mix with the cells. 15. Wash the cell suspension by centrifugation at 1500 rpm for 10 min. 16. Discard the supernatant and resuspend the pellet by adding 0.2 mL (200 µL) of mixed EBSS#2 solution and pipetting up and down 15 times using a plastic disposable tip attached to a P200 micropipettor. 17. Add 5 mL Medium without serum, mix the cells and wash the cell suspension by centrifugation at 1500 rpm for 10 min. 18. Resuspend the final pellet in 1 mL in Medium with serum for each tube. Gather everything in one tube and mix. Cover with foil. 19. Take a 50 µL aliquot of cells and dilute in equal volume of trypan blue. Mount on slides and put coverslip. Take these to FACS unit to check under microscope. V. RNA extraction and purification RNA can be extracted using method of choice. We use invitrogen purelink kit with modifications Modification: Invitrogen recommends that equal volume of 100% Ethanol be added to aqueous phase to get a final concentration of 50% Ethanol. We find that increasing final concentration to 70% increases the short RNA and therefore the total yield of the sample.
